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Supplementary Table 1 (Related to Figure 1) Y and Autosomal Genotype Results
Cell line
Zfy Glut2
LG-ESC + +
LG-ESC-2 -+
LG-ESC-3 -+ D3 ESC + + 
SUPPLEMENTARY DATA
Supplementary
HMDB (+)GLU(+)GLCN (+)GLU(-)GLCN (-)GLU(+)GLCN (-)GLU(-)GLCN (-)GLU(-)GLCN (+)GLU(-)GLCN (-)GLU(+)GLCN / (+)GLU(+)GLCN Glucose Main Effect Glucosamine Main Effect Glucose:Glucosamine Interaction (+)GLU(+)GLCN / (+)GLU(-)GLCN (-)GLU(+)GLCN / (-)GLU(-)GLCN (-)GLU(-)GLCN / (+)GLU(-)GLCN
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SUPPLEMENTARY METHODS
LG-ESC Culture and Transfection
Murine LG-ESC were grown in low glucose DMEM (Life Technologies) with 15% fetal calf serum (Atlanta Biologicals) as described 1 + GlcN (Sigma), added at 0.8 mM unless otherwise indicated. To maintain glucose concentrations at 5.5 mM in cultures lasting more than 2 days, media glucose concentrations were measured with a blood glucose meter (Roche Diagnostics) and then media were brought to 5.5 mM by adding appropriate volumes of 25% glucose as described 2 . Cultures are tested for mycoplasma contamination using the MycoAlert Mycoplasma Detection Kit (Lonza).
G2KD-LG-ESC were generated by stably transfecting LG-ESC with pSUPER
(OligoEngine) containing a short hairpin RNA (shRNA) against Glut2/Slc2a2 3 as described 4 . A control cell line, C-LG-ESC, was generated by transfecting with empty pSUPER vector. OGT-KD-LG-ESC cells were derived by stably transfecting LG-ESC with doxycycline (Dox)-inducible pSingle (Clontech) containing one of three shRNA sequences against Ogt mRNA that were previously reported 5 or a scrambled shRNA sequence (Sc-LG-ESC) 6 . shRNA expression was induced with 1 µg/ml Dox). 1-10 mM alloxan (Sigma) was added to LG-ESC cultures to inhibit OGT enzyme activity.
LG-ESC Sex Determination
The sex of each cell line was determined by performing PCR of genomic DNA for Zfy, a Y chromosome marker as described 7, 8 except Glut2 as an autosomal PCR control 9 . Reactions were stopped and cells were solubilized as described 10 . 950 µl of cell lysate were counted using a liquid scintillation counter. 50 µl of cell lysate were used to measure protein concentration with Protein
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Assay Dye Reagent (Bio-Rad). optimized for acidic species, and gas chromatography/mass spectrometry (GC/MS).
2-deoxy-D-Glucose Transport Assay
Samples were processed essentially as described previously 12, 13 . For UHLC/MS/MS S9 analysis, aliquots were separated using a Waters Acquity UPLC and analyzed using an Statistical analysis of log-transformed data was performed using "R" (http://cran.rproject.org/). Two-way ANOVA was performed to determine main effects of glucose and GlcN and glucose:GlcN interaction. Student t-test was performed to compare data between experimental groups. Multiple comparisons were accounted for by estimating the false discovery rate (FDR) using q-values 15 .
